Online Data Supplement
Photoshop (Adobe Systems, USA). Fluorescence immunohistochemistry was performed on wholemount zebrafish embryos following protocols previously described (Korzh et al., 1998 ).
The following antibodies were used at the following dilutions: anti-sarcomeric α-actinin (clone EA53, Sigma) at 1:1000, F59 (Developmental Studies Hybridoma Bank, DSHB) at 1:10, antitropomyosin (CH1, Sigma) at 1:100, anti-troponin T (Sigma) at 1:200, and anti-Zn5 (ZIRC) at 1:500. Secondary antibodies Alexa 594 or Alexa 488 coupled goat-anti-mouse (Molecular Probes, USA) were used at 1:500. For F-actin staining, embryos were incubated with rhodamine phalloidin at a 1:10 dilution overnight at 4 o C (Molecular Probes, USA). Stained embryos and sections were imaged either with confocal microscopy Zeiss LSM7 (Carl Zeiss, Jena GmbH, Germany) or Olympus Fluoview (Olympus, Japan). 2 dpf embryos were processed for electron microscopy according to described standard procedure. 6 Ultra-thin sections of X microns were imaged using a Jeol JEM-1010 electron microscope.
Quantitative RT-PCR
Total RNAs from human normal tissues were purchased from Biochain (Hayward, USA) and Clonetech (Palo Alto, CA). Total RNA from cell culture was isolated using the RNeasy columns (Qiagen) according to the manufacturer's instructions followed by cDNA synthesis using standard protocols. Real time PCR was performed on an ABI Stepone Plus (Applied Biosystem USA) using SYBR Green Super Mix following manufacturer's instructions. Expression levels were normalized to β-actin or GAPDH as indicated in the Figure. All data are presented as mean ± SEM using the statistical software provided by GraphPad Prism ® version 4.01. Primers sequences are provided in supplemental Table S1 .
Western Blot Analysis
Zebrafish protein samples were prepared by first manually dechorionating and deyolking the zebrafish embryos before rinsing several times in protease inhibitor (Roche Applied Science) containing PBS. The pellet is then resuspended in fish lysis buffer and heated at 100°C for 5 minutes. siRNA-transfected HL-1 cells were washed in cold PBS and lysed in radioimmune precipitation assay buffer with protease inhibitor mixture (Roche Applied Science). Protein concentration was measured by Bradford assay kit (Bio-Rad). 20 µg of protein was resolved on a 10% polyacrylamide gel and transferred to a PVDF membrane. Primary antibody incubation (ABs to: α-MHC /MF-20, from DSHB (Iowa); TNNT2, TPM, -actinin from Sigma-Aldrich; Nkx2.5 from Santa Cruz, Cox-IV from Cell Signalling, Rbm24 and Gapdh, from Abcam) was overnight at 4°C followed by the addition of respective horseradish peroxidase-coupled secondary antibody (Invitrogen) for 1h at RT. Immunocomplexes were visualized with Pierce ECL reagents. Western blot band intensities were measured by using ImageJ software.
Cell culture of HL-1 cells
HL-1 cells derived from the AT-1 murine cardiomyocyte were a gift from W. Claycomb (Louisiana State University Medical Center, New Orleans, LA). HL-1 cells were maintained as described. 7 Briefly, cells were cultured on gelatin (0.02%, w/v)/fibronectin (10 μg/ml)-coated plates. The cells were maintained in Claycomb medium (JRH Biosciences) supplemented with 10% fetal bovine serum (JRH Biosciences), 2 mm l-glutamine, 0.1 mm norepinephrine, 100 unit/ml penicillin, and 100 μg/ml streptomycin (Invitrogen). The culture medium was changed with fresh medium every 24 h. The cells were grown at 37 °C in an atmosphere of 5% CO2 and 95% air in an incubator.
siRNA Transfection
The siRNA oligonucleotides and transfection reagents were purchased from Dharmacon, Inc.
The predesigned ON-TARGETplus SMARTpool for mouse Rbm24 gene, containing a mixture of four targeting siRNA oligonucleotides, was used for knockdown. An ON-TARGETplus NonTargeting pool, containing four nonspecific siRNA oligonucleotides, was used as control. For detection of successfully siRNA-transfected cells, siGLO green transfection indicator from Dharmacon was used. For siRNA transfection, HL-1 cells were cultured in culture plates overnight and transfected with control or Rbm24 siRNA oligonucleotides with siGLO green transfection indicator using DharmaFECT transfection reagent according to the manufacturer's instruction. The medium was changed with fresh culture medium every 24 h, and cells were used after 72 h of siRNA transfection.
Microarray Analysis
Total RNA was extracted from HL-1 cells transfected with siRNA-control (Si-CTL) or siRNARbm24 (Si-Rbm24) oligonucleotides 48 hours after transfection. Two biological replicates generated from independent transfection experiments were used for array analysis using the Illumina MouseRef-8 Expression BeadChip containing > 25,000 probes (Illumina San Diego, CA). Total RNA (2 µg) were converted to biotinylated cRNA using the Illumina RNA Amplification Kit (Ambion, Austin, TX). Samples were purified using the RNeasy kit (Qiagen, Valencia, CA). Hybridization, washing, and scanning were performed according to the Illumina 5 Bead Station 500x manual. Data were extracted and background subtracted using Illumina BeadStudio software; The extracted dataset were further analyzed using GeneSpring GX v11 (Agilent Technologies, Lakeside, UK). Genes differentially expressed between siRbm24 vs CTL were identified using criteria: detection ≥ 0.95, and the fold change ≥ 1.5 (mean of two replicates).
Statistical analysis
All data are presented as mean ± SEM using the statistical software provided by GraphPad Prism ® , version 4.01. For group comparison, a one-way ANOVA followed by Bonferroni's multiple comparison test were conducted to determine statistical significance (**p < 0.05). Figure S1 . Multiple sequence alignment of Rbm24 proteins from different species.
Supplemental Figures
Alignment was analyzed by Cluster W and visualized by Jalview. Conserved RNA binding domain (RRM) were shaded red, identical amino acid residues were shaded blue. 
Supplemental Tables
Supplemental Table S1 . Primers for RT-PCR in human, mouse, or zebrafish Supplemental Table S2 . List of genes at least 1.5-fold down-regulated after knockdown of Rbm24 knockdown in HL-1 cells.
Supplemental Table S3 . List of genes at least 1.5-fold up-regulatdc by after knockdown of Rbm24 knockdown in HL-1 cells.
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